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For phosphorylation identification, 70% confluent MEFs were mock-treated or treated with 40 Gy of IR and incubated for 30 minutes. 10 mg of nuclear extracts were adjusted to 100 mM KCl, 2%
NP-40 and immunoprecipitated as described above with a Ku70 antibody (N3H10, Santa Cruz).
Immunoprecipitates were boiled in 1X SDS loading buffer (2% SDS, 2mM DTT, 5% Glycerol, 40 mM Tris-HCl, 0.01% bromophenol blue), run on an SDS-PAGE gel and stained with Coomasssie Blue G-250 (Protea Biosciences, Morgantown, WV).
For peptide pull-down and protein identification, 4 mg of untreated or 10 Gy-treated MEF extracts were incubated for 2 hours with one of the following N-terminal biotin-conjugated peptides (Genscript, Piscataway, NJ): biotin-EVLWVCANLFADVQFKMSH, biotin-EVLWVCANLFDDVQFKMSH. 10 μg of peptide was pre-coupled to 40 μl of Steptavidin beads (Invitrogen) for 30 min at room temperature. Pre-coupled beads and extracts were incubated for 2 hours at 4°C. Beads were washed in (Tris buffer saline, 0.1% Tween20), boiled in 1X SDS loading buffer and run on SDS-PAGE gel. Gels were stained with the Silver Stain Plus Kit (Bio-Rad) as per manufacturer instruction.
In-gel digestion was performed using a MassPREP automated digester station (PerkinElmer, Waltham, MA). Gel pieces were Coomassie de-stained using 50 mM ammonium bicarbonate and 50% acetonitrile or silver de-stained using a 50 mM sodium thiosulphate 5 hydrate and 15 mM potassium ferricyanide solution, which was followed by protein reduction using 10 mM dithiotreitol (DTT), alkylation using 55 mM iodoacetamide (IAA), and tryptic or chymotryptic digestion. Peptides were extracted using a solution of 1% formic acid and 2% acetonitrile and
